[Abstract] Bacterial viruses (bacteriophages) escape and kill their host by degrading the bacterial peptidoglycan layer through the mechanism of enzymes called endolysins: peptidoglycan degrading enzymes. The method included here is useful for the initial characterization of any endolysin, regardless of the specific catalytic domain (as long as the activity results in a reduction in the optical density), in order to determine its optimal enzymatic (lytic) activity. This protocol is specific for the Streptococcus pyogenes phage endolysin PlyPy, but can be adapted for any peptidoglycan degrading enzyme.
1. Inoculate one colony of MGAS 315 in 5 ml BHI in a 15 ml tube. Incubate overnight at 37 °C.
2. Preheat BHI by adding 45 ml BHI to a 50 ml tube, and incubate overnight at 37 °C.
3. Transfer the 5 ml overnight culture of MGAS 315 into the preheated BHI (1:10 dilution), and incubate until OD600 ∼ 0.3. The time for the culture to reach this OD600 varies depending on what strain is used, but will in general take 3-4 h for S. pyogenes. b. Add 100 μl cells and 100 μl activity buffer to each well in a 96-well plate.
Note: Take into account that the maximum volume in the wells will be 200 μl.
Therefore, less than 100 μl activity buffer will be added to wells that will also contain
lysin (diluted in activity buffer). The exact volume depends on your initial
concentration of the lysin. 
